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Abstract
The ability of neurons to differentially respond to specific temporal and spatial input patterns underlies information storage
in neural circuits. One means of achieving spatial specificity is to restrict signaling molecules to particular subcellular
compartments using anchoring molecules such as A-Kinase Anchoring Proteins (AKAPs). Disruption of protein kinase A
(PKA) anchoring to AKAPs impairs a PKA-dependent form of long term potentiation (LTP) in the hippocampus. To
investigate the role of localized PKA signaling in LTP, we developed a stochastic reaction-diffusion model of the signaling
pathways leading to PKA activation in CA1 pyramidal neurons. Simulations investigated whether the role of anchoring is to
locate kinases near molecules that activate them, or near their target molecules. The results show that anchoring PKA with
adenylyl cyclase (which produces cAMP that activates PKA) produces significantly greater PKA activity, and phosphorylation
of both inhibitor-1 and AMPA receptor GluR1 subunit on S845, than when PKA is anchored apart from adenylyl cyclase. The
spatial microdomain of cAMP was smaller than that of PKA suggesting that anchoring PKA near its source of cAMP is critical
because inactivation by phosphodiesterase limits diffusion of cAMP. The prediction that the role of anchoring is to
colocalize PKA near adenylyl cyclase was confirmed by experimentally rescuing the deficit in LTP produced by disruption of
PKA anchoring using phosphodiesterase inhibitors. Additional experiments confirm the model prediction that disruption of
anchoring impairs S845 phosphorylation produced by forskolin-induced synaptic potentiation. Collectively, these results
show that locating PKA near adenylyl cyclase is a critical function of anchoring.
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Introduction
Synaptic plasticity, the activity-dependent change in the strength of
neuronal connections, is a cellular mechanism proposed to underlie
memory storage. One type of synaptic plasticity is long term
potentiation (LTP), which displays physiological properties that are
highly suggestive of information storage. Because of the role of the
hippocampus in memory, LTP in the hippocampus is studied as a
model of cellular properties underlying memory [1].
The induction of long-lasting forms of LTP requires interaction
among calcium-activated pathways and metabotropic-receptor-acti-
vated pathways,but the interactions among these pathways depend on
the extent to which signals are spatially restricted to subcellular
compartments. The production of diffusible second messengers
facilitates interactions, but interferes with signaling specificity [2].
Nonetheless, an increasing number of experiments have shown that
the compartmentalization of critical proteins provides downstream
signaling specificity [3]. For example, a PKA-dependent form of
hippocampal LTP requires not only PKA activation, but also the
appropriate localization of PKA [4,5].
Two basic mechanisms have been proposed for compartmental-
ization of signaling molecules: diffusional barriers and organization
into multi-enzyme signaling complexes. Diffusional barriers in
neurons are best exemplified by dendritic spines [6], which
compartmentalize calcium due to the small size of the spine neck
[7,8]. Other synaptically activated, yet diffusible signaling molecules
involved in synaptic plasticity, such as cAMP [9] and Ras [2], can
spread to multiple synapses that are in close proximity on a dendrite.
A second mechanism for compartmentalization is to colocalize
enzymes that work together. This organization is mediated by
anchoring proteins, which are structural proteins that contain binding
sites for various enzymes. PKA is compartmentalized to different
subcellular locations through interaction with A-Kinase Anchoring
Proteins (AKAP) [10]. Binding between the PKA regulatory subunit
and the AKAP produces signaling specificity of the diffusible catalytic
subunit of PKA [11]. Different AKAPs, such as AKAP5, gravin, and
MAP2, anchor PKA to different locations, such as to the spine or the
dendrite. In addition to binding PKA, various AKAPs bind other
enzymes such as adenylyl cyclase, calmodulin, phosphodiesterase, or
calcineurin [12–14].
Though PKA-dependent LTP requires an anchored pool
of PKA [4,5], it is unknown whether the critical function of
anchoring is to place PKA near adenylyl cyclase, the source of
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GluR1. To investigate this question, we perform simulation
experiments using a novel, multi-compartment model of postsyn-
aptic signaling pathways underlying PKA-dependent LTP in CA1
pyramidal neurons of the hippocampus. Furthermore, predictions
from the model are confirmed experimentally using electrophys-
iological and biochemical approaches.
Results
Previous experiments showed that anchoring of PKA was
necessary for LTP induced with four trains of 100 Hz stimulation
applied with a 300 s interval, but they did not demonstrate whether
PKA needs to be anchored near its target molecules, such as the
AMPA receptor GluR1 subunit, or near a source of activator
molecules, such as adenylyl cyclase that produces cAMP. Thus, to
evaluate which of these two possible functions of PKA anchoring in
four-train LTP is more important, the signaling pathways that
underlie synaptic plasticity in hippocampal CA1 pyramidal neurons
(Figure 1A) were implemented in NeuroRD [15], software for
simulating stochastic reaction diffusion systems, in the morphology
of a dendrite with spines (Figure 1B). Four-train LTP induction was
simulated using four 1 sec trains of 100 Hz stimulation, with an
80 sec inter-train interval, which produces PKA-dependent LTP
experimentally [16]. Simulations that differed only in the locations
of PKA and adenylyl cyclase were compared to evaluate the two
functions of molecule co-localization (Figure 2).
Adenylyl cyclase location influences cAMP concentration
and gradient
Prior to exploring PKA location, we first investigated the effect
of adenylyl cyclase location on cAMP gradients. Simulations were
performed with the dopamine D1 receptor and adenylyl cyclase
colocalized either to the spine head or to the dendrite
submembrane region, these two locations being suggested by
ultrastructual analysis of dopamine receptors [17] and anchoring
of adenylyl cyclase [12,18]. G proteins were colocalized with both
the receptor and the adenylyl cyclase for all simulations [19].
Simulations show that localization of dopamine D1 receptor and
adenylyl cyclase in the spine leads to higher cAMP in response to
stimulation (Figure 3B). Though calcium influx occurs in both spine
and dendrite, calcium concentration is elevated in the spine head as
compared to the dendrite (Figure 3A), similar to that measured
experimentally [20]. This calcium gradient produces a greater
calmodulin-activated adenylyl cyclase when it is located in the spine
head as compared to the dendrite.Localizing adenylyl cyclasein the
spine also produces a large gradient of cAMP from spine head to
dendrite (Figure 3B). No gradient from the dendrite to the spine is
apparent when adenylyl cyclase is in the dendrite, because cAMP
diffuses easily to other parts of the dendrite; also, diffusion of a few
molecules from the larger dendritic volume into the smaller spine
volume is sufficient to raise the spine concentration.
PKA activity depends on its location relative to adenylyl
cyclase
PKA is compartmentalized to different subcellular locations
through interaction with various A-kinase anchoring proteins [10].
A poolofPKAindendriticspinesiscreatedbysynapticallylocalized
AKAPs such as AKAP5 and Yotiao [13,21]. Recent evidence
suggests that both Yotiao and AKAP5 also bind to adenylyl cyclase
producing colocalization of PKA with its source of cAMP [12,22].
Other experiments demonstrate that PKA is enriched in the
dendrite via MAP2 anchoring [23]. The PKA anchored to these
different locations may serve different functions.
To explore whether anchoring PKA near its activators or near its
targets is more important in the induction of four-train LTP at
Schaffer collateral CA1 synapses, PKA was either localized to the
spine head, or placed in a focal region of the dendrite submembrane.
We simulated these two spatial variations of PKA with the two spatial
variations of adenylyl cyclase (Figure 2). The first case had PKA and
adenylyl cyclase in the spine head, thus PKA was co-localized with
both the source of cAMP and the AMPA receptor target. The second
case placed PKA in the spine head but adenylyl cyclase in the
dendrite submembrane, thus PKA was near the AMPA receptors but
apart from adenylyl cyclase. The third case had PKA and adenylyl
cyclase in the dendrite submembrane, thus PKA was co-localized
with the source of cAMP, but separated from the AMPA receptors.
The fourth case placed PKA in the dendrite submembrane and
adenylyl cyclase in the spine head, thus PKA was apart from both its
source molecules and its target. The four cases in this 262
experimental design (Figure 2) allowed assessment of the role of
PKA location relative to its source, cAMP, or one of its targets, the
AMPA receptor GluR1 subunit, separately and in combination.
With adenylyl cyclase located in the spine, PKA anchored in the
spine produces a greater activity than PKA anchored in the
dendrite (Figure 4A). The quantity of PKA catalytic subunit is
small because it has high affinity for each of its many binding
partners (type 4 phosphodiesterases, inhibitor-1, AMPA receptor
GluR1 subunits and PKA regulatory subunits), consequently the
fluctuations are large. With adenylyl cyclase located in the
dendrite, the effect of PKA colocalization is not apparent
(Figure 4B) because of the large fluctuations. When the results
are averaged over five simulation trials (which used different
random number seeds), a difference between these two cases
emerges (Figure 4C). The quantity of free PKA catalytic subunit is
greater when PKA is colocalized with adenylyl cylcase in the
dendrite than when PKA is separated from the adenylyl cyclase.
These differences due to location of PKA and adenylyl cyclase
were confirmed with statistical analysis (SAS) using the procedure
GLM (F=238; P,0.0001; n=20). Colocalizing PKA and
adenylyl cyclase in the spine produces greater PKA activation
than colocalizing PKA and adenylyl cyclase in the dendrite
Author Summary
The hippocampus is a part of the cerebral cortex involved
in formation of certain types of long term memories.
Activity-dependent change in the strength of neuronal
connections in the hippocampus, known as synaptic
plasticity, is one mechanism used to store memories. The
ability to form crisp and distinguishable memories of
different events implies that learning produces plasticity of
specific and distinct subsets of synapses within each
neuron. Synaptic activity leads to production of intracel-
lular signaling molecules, which ultimately cause changes
in the properties of the synapses. The requirement for
synaptic specificity seems incompatible with the diffusibil-
ity of intracellular signaling molecules. Anchoring proteins
restrict signaling molecules to particular subcellular
compartments thereby combating the indiscriminate
spread of intracellular signaling molecules. To investigate
whether the critical function of anchoring proteins is to
localize proteins near their activators or their targets, we
developed a stochastic reaction-diffusion model of signal-
ing pathways leading to synaptic plasticity in hippocampal
neurons. Simulations demonstrate that colocalizing pro-
teins with their activator molecules is more important due
to inactivation mechanisms that limit the spatial extent of
the activator molecules.
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the cases with PKA and adenylyl cyclase apart from each other
(P,0.001).
The effect of PKA anchoring propagates to downstream
targets
Another measure of PKA activity is phosphorylation level of
downstream targets, of which four (out of many) are included in
the model. Three of the PKA targets, phosphodiesterase types 4B
and 4D, and inhibitor-1, are distributed throughout the neuron,
whereas one of the PKA targets, the AMPA receptor GluR1
subunit, is located exclusively in the post-synaptic density of the
spine. Inhibitor-1 is important because its phosphorylation level
increases with LTP induction [24], and subsequent inhibition of
protein phosphatase 1 enhances CaMKII phorphorylation. The
AMPA receptor GluR1 subunit is phosphorylated on Ser845 by
PKA, which enhances AMPA channel function and leads to
increased AMPA channel expression [25,26]. Therefore, to
evaluate the role of PKA anchoring on PKA activity, we quantify
the phosphorylation levels of GluR1 on Ser845, phosphodiesterase
types 4B and 4D, and inhibitor-1.
The location of PKA and adenylyl cyclase modulates the level of
phospho-inhibitor 1 (Figure 5A; F=68.8; P,0.0001, n=20). The
differences in phospho-inhibitor-1 levels due to anchoring are
larger than the differences in free PKA catalytic subunit. When
adenylyl cyclase is in the spine head, mean phospho-inhibitor-1 is
greater when PKA is colocalized with adenylyl cyclase in the spine
head than when PKA is in the dendrite (P,0.001). Similarly,
when adenylyl cyclase is in the dendrite, mean phospho-inhibitor-
1 is greater when PKA is colocalized with adenylyl cyclase in the
dendrite than when PKA is in the spine (P,0.001). Thus,
colocalizing PKA with its source molecules is one critical function
of anchoring. Impeded diffusion of the PKA catalytic subunit from
the spine to the dendrite, where most of the inhibitor-1 is located,
does not prevent phosphorylation by PKA because the phosphor-
ylation reactions are slow compared to diffusion.
Two additional PKA targets in the model are phosphodiesterase
types 4B and 4D. Anchoring PKA produces a change in
phosphorylation of phosphodiesterases (Figure 5B) similar to that
observed with phosphorylation of inhibitor-1. Namely, colocalization
of PKA with adenylyl cyclase in the spine head produces
the greatest phosphorylation of phosphodiesterases. In addition,
higher phosphorylation is observed when PKA is colocalized with
adenylyl cyclase in the dendrite, as compared to when PKA is
separated fromadenylylcyclase.Statisticalanalysisrevealsasignificant
effect of PKA and adenylyl cyclase location (F=158.6; P,0.0001;
n=20), and post-hoc tests confirm that the colocalized cases produce
significantly greater phosphorylated phosphodiesterase than the non-
colocalized cases (P,0.001 for each adenylyl cyclase location).
To better assess the importance of PKA proximity to source
versus target molecules, GluR1 phosphorylated on Ser845 is
analyzed because it is confined to the post-synaptic density of the
spine. Figure 5C illustrates that the fraction of GluR1 phosphor-
ylated on Ser845 depends on PKA and adenylyl cyclase location
(F=9.1; P=0.001; n=20). Phosphorylation by PKA is greatest
when PKA is colocalized both with cAMP production in the spine
and with the AMPA receptor GluR1 subunit (P,0.001). More
importantly, GluR1 phosphorylated on Ser845 is greater when
PKA is co-localized with adenylyl cyclase in the dendrite than when
PKA is apart from adenylyl cyclase but colocalized with GluR1
(P,0.05). The large fluctuations in GluR1 phosphorylation
(Figure 6) suggests that not all synapses will be potentiated during
Figure 1. Model of CA1 pyramidal neuron dendrite plus spine. (A) Diagram of postsynaptic signaling pathways. Each arrow is modeled with
one or more bimolecular or enzyme reactions. Diffusion is not illustrated in this diagram. (B) Morphology of dendrite with attached spine and location
of calcium influx in the model. Dendritic subvolumes are cuboids, whereas the spine subvolumes are either cylindrical or conical, as portrayed. Dotted
lines show part of the compartmentalization. Subvolumes adjacent to the top and bottom surface of the dendrite are considered submembrane
subvolumes. Other dendritic subvolumes are part of the cytosol. Calcium injection in a focal dendritic region represents influx through voltage
dependent calcium channels. Calcium injection in the PSD represents influx through NMDA receptors. Diffusion is two-dimensional in the dendrite
and one-dimensional in the spine, with reflective boundary conditions. (C) Morphology of dendrite with multiple spines used for evaluating spatial
specificity. Stimulated spines are indicated by arrows. The different colored subvolumes serve to illustrate the boundaries.
doi:10.1371/journal.pcbi.1002084.g001
Figure 2. A schematic representation of the four spatial variations in location of adenylyl cyclase and PKA used for the simulations.
PKA is located either in the spine head or a focal dendritic area. Similarly adenylyl cyclase (AC) is located either in the spine head or a focal dendritic
area. D1R and G proteins are colocalized with AC in every case. GluR1 receptors are in the PSD compartment of the spine head for each case. Location
and quantity of calcium influx (Figure 1B) is the same for all four cases.
doi:10.1371/journal.pcbi.1002084.g002
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PKA localization close to the source of cAMP is more important
than localization near the target molecule.
Robustness to parameter variations
These results are robust to variations in parameters. Diffusion
constants in vivo are substantially slower than those measured or
calculated in vitro [27]. To demonstrate that our results are not
dependent on the estimated in vivo values, we repeated a subset of
simulations using faster diffusion constants, closer to the in vitro
measurements. Even with these faster diffusion constants, a greater
PKA activity is observed when PKA is anchored with adenylyl
cyclase in the spine, than when PKA is anchored in the dendrite
away from adenylyl cyclase (Figure S1A). Because the rates for
phosphorylation and dephosphorylation of GluR1 are not well
constrained, we also evaluated the role of anchoring using a slower
rate for dephosphorylation of phospho GluR1 by protein
phosphatase 1. This change in rate constants similarly does not
change the effect of colocalization on PKA activity (Figure S1B).
Spine morphology varies widely in hippocampal CA1 dendrites
[6], and the diffusional barrier of the spine-neck geometry is an
important determinant of NMDA receptor-dependent calcium
signaling in the dendrite [28]. Thus, to evaluate whether spine
morphology plays a role with more diffusible molecules such as
cAMP, simulations were repeated using a spine with either a
longer (1.0 mm) or shorter spine neck (0 mm), representing the
range of experimentally measured values. The longer spine neck
produces a greater cAMP concentration and larger gradient from
spine to dendrite (Figure 7A). The smaller spine neck has the
opposite effect, reducing the cAMP concentration. This change in
cAMP due to spine neck propagates downstream to produce
analogous changes in PKA activity (Figure 7B; F=568,
P,0.0001, n=10), phosphorylation of inhibitor-1 (Figure 7C;
F=7.7; P=0.02, n=10) and phosphorylated PDE4s, reinforcing
the role of PKA colocalization with adenylyl cyclase (as opposed to
target molecules).
Ht31 effects on PKA anchoring
Experiments show that long-lasting LTP induced with four
spaced trains of synaptic stimulation is impaired in the presence of
Ht31 peptide, which competes for PKA anchoring [4,5]. To
evaluate this experimental observation, we simulated PKA activity
when PKA is uniformly distributed as produced by disruption of
anchoring by Ht31 peptide.
The simulation shows that the amount of free PKA catalytic
subunit, phosphorylation of inhibitor-1 and GluR1 phosphorylat-
ed on Ser845 are reduced by 30–40% (Figure 8A) when PKA is
uniformly distributed. The differences between PKA colocalized
with adenylyl cyclase in the spine, and PKA uniformly distributed
are statistically significant (F=256, P,0.0001 for PKA; F=54.3,
P,0.0001 for phospho-inhibitor-1; F=11.9, P=0.0018 for
GluR1-S845; n=14). This finding supports experimental studies
showing that long-lasting LTP is blocked when anchoring is
disrupted by Ht31 peptide. This finding further leads to the
prediction that both phospho-inhibitor-1 and GluR1 S845
phosphorylation after experimental LTP induction will be smaller
in the presence of Ht31 peptide.
Collectively, the simulation results suggest that PKA needs to be
near adenylyl cyclase, to be surrounded by a high concentration of
cAMP, because phosphodiesterase activity lowers the cAMP
concentration as it diffuses away from the adenylyl cyclase [3].
This leads to the prediction that PDE inhibition should rescue
LTP when PKA anchoring is blocked.
Forskolin-induced synaptic potentiation and S845
phosphorylation is impaired in transgenic mice
expressing Ht31
To test the computational prediction that PKA anchoring close
to the source of cAMP is critical in synaptic plasticity, we use
forskolin to induce synaptic plasticity in mice expressing Ht31
peptide in the hippocampus and in wildtype controls. Previous
Figure 3. Calcium concentration leading to cAMP production,
and cAMP concentration leading to PKA activity in the model.
(A) Calcium gradient between spine and dendrite. Stimulation consists
of 100 pulses of calcium influx (with 10 ms interval) both through the
spine PSD and in a focal dendrite region. The gradient of calcium from
the spine to the dendrite is similar to that measured experimentally
[20]. The calcium concentration in the dendrite near the dendrite influx
point, is only slightly higher than the rest of the dendrite. (B)
Localization of adenylyl cyclase (AC) in the spine leads to higher cAMP
concentration in the spine and a larger gradient between spine and
dendrite than when adenylyl cyclase is in the dendrite. Black trace is the
average cAMP concentration in the dendrite and gray trace is the
average cAMP concentration in the spine when adenylyl cyclase is
anchored in the spine. Dark blue is the average cAMP concentration in
the dendrite and light blue is the average cAMP concentration in the
spine when adenylyl cyclase is localized in the dendrite.
doi:10.1371/journal.pcbi.1002084.g003
PKA Activity Depends on Subcellular Location
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activation of adenylyl cyclase, induces PKA-dependent LTP in
wildtype mice [29]. Figure 8B1 shows that forskolin-induced
potentiation is impaired two hours after the drug treatment in
Ht31-expressing transgenic mice (P=0.012). The model predicts
that inhibition of phosphodiesterases would rescue the LTP
deficit caused by disruption of PKA anchoring. Indeed, in the
presence of IBMX (3-isobutyl-1-methylxanthine), a non-specific
PDE inhibitor [4], inhibition of anchoring with Ht31 peptide
does not impair forskolin-induced synaptic plasticity (Figure 8B2,
P=0.65).
In a second set of slices, the quantity of phosphorylated S845 on
GluR1, relative to total GluR1 levels, was measured 15 minutes
after bath application with forskolin, both in wildtype and Ht31
mutant mice (Figure 8C). No difference in S845 phosphorylation
was detected when slices were incubated with vehicle (P=0.79). In
contrast, the forskolin-mediated increase in GluR1 S845 phos-
phorylation was reduced in slices from mice expressing Ht31
(P=0.03). Thus, as predicted by the model, disruption of PKA
anchoring decreases GluR1 phosphorylation on S845 produced by
activation of adenylyl cyclase.
Spatial specificity of PKA activity
Spatial specificity of signaling and synaptic plasticity is critical
for information processing, in particular for a neuron to
discriminate between different patterns of input. To address
whether cAMP and PKA activity exhibit spatial specificity,
simulations were repeated in a 20 mm long dendrite with multiple
spines (Figure 1C). Both PKA and adenylyl cyclase were
colocalized in the spine head, and two of the spines, located on
one end of the dendritic segment, were stimulated.
Figure 9 shows that spatial specificity decreases as molecule
activation is propagated downstream in the signaling pathways.
Calcium activation in the spine head (Figure 9A2) leads to cAMP
microdomains both in the spine head (Figure 9A1) and in the
dendrite (Figure 9B1); however, the cAMP microdomains extend
farther,e.g.6 mm distant from the stimulated spines, than the calcium
microdomains. In contrast, PKA activity does not exhibit spatial
specificity in terms of phospho-inhibitor-1 (Figure 9B2) or free PKA
catalytic subunit (results not shown). In addition, phospho-inhibitor-1
shows a cumulative increase with subsequent stimulus trains, though
cAMP does not. This result demonstrates the importance of
inactivation mechanisms for producing spatial specificity. Degrada-
tion of cAMP by phosphodiesterase prevents cAMP from diffusing
throughout the dendrite, but the lack of inactivation mechanisms for
PKA permits PKA to diffuse throughout the dendrite and
phosphorylate inhibitor-1 far from the site of stimulation.
Discussion
PKA is one of the key molecules in the intracellular signaling
networks mediating a long lasting form of LTP in the CA1 region
of the hippocampus induced by four spaced trains of high
frequency stimulation. AKAPs spatially restrict PKA signaling
pathways through the organization of macromolecular complexes
that effectively colocalize activators and effectors of enzymes.
Figure 4. PKA activity is higher when PKA is colocalized with
adenylyl cyclase (AC). (A) With AC in the spine, PKA activity is greater
when PKA is anchored in the spine (red trace), than when PKA is anchored
in the dendrite (pink trace). (B) With AC located in the dendrite (green and
blue traces), the effect of PKA anchoring is not apparent. (C) Effect of
colocalization is more apparent when averaging over five trials. The
quantity of free PKA catalytic subunit is greater when PKA is colocalized
with AC in the dendrite (green trace) than when PKA is separated from the
AC (blue and pink traces). (D) Total PKA activity (calculated as area under
the curve describing concentration of the free catalytic subunit of PKA),
reveals that colocalization of AC and PKA produces significantly greater
PKA activity than when AC and PKA are anchored apart.
doi:10.1371/journal.pcbi.1002084.g004
PKA Activity Depends on Subcellular Location
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be one mechanism allowing spatial specificity of LTP.
We investigated whether the critical function of AKAPs
is to localize PKA near target proteins or near the source of
cAMP, using a multi-compartmental stochastic reaction-diffusion
model of the signaling pathways leading to PKA activation in
hippocampal CA1 pyramidal neurons. Simulations show that
PKA anchoring near the source of cAMP and near specific targets
Figure 5. Phosphorylation of PKA targets is greatest when PKA is colocalized with cAMP production either in the spine or in the
dendrite. (A1) Phospho-inhibitor-1 is greatest when PKA is colocalized with adenylyl cyclase (AC) in the spine head (red trace) and second largest
when PKA is colocalized with AC in the dendrite (green trace). The early decrease in phosphorylation is caused by transient, calcium activation of
calcineurin. (A2) Bar graph shows mean and s.e.m. of phospho-inhibitor-1 (n=5 for each condition). Colocalization of AC and PKA produces
significantly greater phospho-inhibitor-1 than when AC and PKA are anchored apart. (B1) Phosphorylation of PDE4s by PKA is greatest when PKA is
colocalized with cAMP production either in the spine or in the dendrite. Phospho-PDE4 is the sum of phospho-PDE4B and phospho-PDE4D. (B2) The
mean and s.e.m. for phospho-PDE4 represents the total activity (area under the curve) of phosphodiesterase type 4B and type 4D. (C1) Fraction of
GluR1 phosphorylated on Ser845 is greatest when PKA is colocalized with both cAMP production in the spine and with the GluR1 target. (C2) The
mean and s.e.m. for phospho-GluR1-S845 are calculated over 5 trials.
doi:10.1371/journal.pcbi.1002084.g005
PKA Activity Depends on Subcellular Location
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cAMP dominates. PKA phosphorylation of GluR1 was greater
when the PKA holoenzyme was colocalized with adenylyl cylcase
in the dendrite than when the PKA holoenzyme was colocalized in
the spine with GluR1, but apart from the dendritic adenylyl
cyclase. Experiments confirmed this model prediction by demon-
strating that forskolin-induced GluR1 phosphorylation was greater
in wildtype mice than in mice which express Ht31 peptide. The
ideal test of the model prediction would be imaging of cAMP
concentration and PKA activity simultaneously (e.g. using both an
Epac FRET probe and an AKAR FRET probe [30]) during LTP
induction using spatially specific synaptic stimulation. Demonstra-
tion that cAMP and PKA activity had different spatial micro-
domains, and that Ht31 disrupted the PKA gradient without
altering the cAMP gradient awaits further development of live cell
imaging techniques.
PKA anchoring near adenylyl cyclases by AKAPs is crucial for
PKA signaling due to phosphodiesterases, which produce micro-
domains of cAMP near the adenylyl cyclase.
In other systems, phosphodiesterases produce microdomains
of elevated cAMP near the adenylyl cyclase, and prevent the
widespread elevation of cAMP elsewhere in the cell [15,31,32].
This leads to preferential activation of PKA that is colocalized with
the adenylyl cyclase. The Ht31 peptide, however, disburses PKA
outside the range of elevated cAMP, which results in the observed
failure of long-lasting forms of LTP. Consistent with this concept,
inhibition of phosphodiesterase disrupts spatial gradients of cAMP
[31] and allows a cell-wide elevation of cAMP to overcome the
effect of PKA mislocalization by Ht31 peptide, and rescues
forskolin-induced synaptic potentiation.
The rescue of LTP with phosphodiesterase inhibitors empha-
sizes the importance of inactivation mechanisms as opposed to
diffusional barriers for signaling specificity. The characteristic
decay length of a molecule’s concentration gradient is governed by
the diffusion constant of the molecule as well as the inactivation
rate [33,34]; thus, gradients are stronger when the rate of
inactivation is faster than the rate of diffusion. Though cAMP
diffuses, increased levels of cAMP only extend to within ,6 mmo f
the stimulated spines because of the strong degradation by
phosphodiesterases. The PKA catalytic subunit diffuses more
slowly than cAMP, yet no gradients of phospho-inhibitor-1 are
observed because inactivation of PKA is rather slow, allowing it to
diffuse a greater distance. Thus, this result demonstrates that also
in stochastic systems the spatial gradient depends on the balance of
inactivation and diffusion. Based on prior work, PKA gradients
would be expected if a much longer dendrite were included in the
model [35]. This suggests that spatial specificity of PKA activity on
a smaller spatial scale requires additional mechanisms for PKA
inactivation. The presence of a large pool of PKA anchored to
MAP2 [23] available to bind to free catalytic subunit throughout
the neuron may speed inactivation and provide spatial specificity
of PKA activity.
Though our simulations anchored all of the PKA in a single
location, these different pools of anchored PKA probably coexist in a
Figure 6. Fraction of GluR1 phosphorylated on Ser845 for 5
individual trials (shown in different colors) fluctuates due to
stochastic nature of simulations. Black traces shows the average of
5 trials which differ only in the random seed used to start the
simulations. (A) When PKA and adenylyl cyclase are colocalized in the
spine, GluR1 phosphorylation increases for each trial. (B,C) When PKA is
separated from adenylyl cyclase, most trials show a decrease in GluR1
phosphorylation; but some trials show an increase. (D) When PKA is
colocalized with adenylyl cyclase in the dendrite, most trials show an
increase in GluR1 phosphorylation; but some trials show a decrease.
doi:10.1371/journal.pcbi.1002084.g006
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proteins in different compartments of the neuron, including the
nucleus. Thus, PKA anchored in the spine may phosphorylate
proteins in the spine head, of which GluR1 S845 is an example used in
our simulations. Similarly, PKA anchored in the dendrite may be
more important for phosphorylating molecules in the dendrite; and
PKA anchored near the nucleus may be critical for control of gene
transcription. The purpose of simulating the anchoring of PKA in a
single location was to evaluate whether individual pools of PKA are
spatially restricted. Similarly, anchoring proteins have some degree of
mobility, and not all of the PKA or adenylyl cyclase is anchored to
AKAPs. The mobility of the AKAP bound to both adenylyl cyclase
and PKA will not alter the colocalization of PKA with adenylyl
cyclase. Nonetheless, allowing for partial mobility may decrease the
effect of anchoring near PKA targets in the model and may decrease
the difference between colocalized and non-colocalized cases.
Therefore, the rationale for completely immobilizing all of the PKA
and adenylyl cyclase was to delineate which function of anchoring is
most critical. One additional assumption in these simulations is that
Ht31 peptide produces a uniform distribution of PKA. Imaging of
PKA location in the AKAP5 knockout [36] reveals that PKA is
redistributed to the soma. If this redistribution were simulated in the
model by locating all the PKA at one end of the dendrite, then PKA
activity in the presence of Ht31 peptide would be even lower.
The targets of PKA activity included in the model are a subset
of known proteins phosphorylated by PKA. Phosphorylation of
GluR1, either on S845 by PKA or on S831 by other kinases, is
sufficient to support enhanced AMPA receptor conductance [26];
however, there is no evidence that GluR1 phosphorylation on
Ser845 is increased after induction of LTP [37]. On the other hand,
PKA phosphorylation is required for trafficking of AMPA receptors
[38]. The mutation of Ser845 to Ala in GluR1 does not impair the
early phase of LTP, but the effects of this mutation on long-lasting
forms of LTP or forskolin-induced potentiation have not yet been
examined [26]. Other PKA targets include RIM1a [39,40],
adenylyl cyclase [41], CREB [42], and constituents of the
mitogen-activated-protein-kinase (MAPK) pathway. In particular,
PKA phosphorylation of CREB and molecules in the MAPK
pathway, either in the dendrite or in the soma and nucleus, are
important for the protein synthesis and gene transcription required
for long-lasting forms of LTP. Because colocalizing PKA with
adenylyl cyclase enhanced the phosphorylation of all PKA targets in
the model, it is expected that anchoring PKA with adenylyl cyclase
also would enhance phosphorylation of these PKA targets needed
for transcription and translation that are not included in the model.
Because the induction of LTP involves complex networks of
intracellular signaling pathways, computational models have been
developedto gain an understandingofevents leading to LTP.Many
of these models explain the temporal sensitivity of long term
potentiation and depression, but very few have investigated spatial
specificity or sensitivity to spatial pattern [43]. Two previous models
investigated the mechanisms underlying spatial profiles of cAMP
and MAPK in the dendrites. Neves et al. [35] demonstrated that
both inactivation mechanisms and cell morphology contribute to
the size of the cAMP and MAPK microdomains. Ajay and Bhalla
[44] explained that the broad spatial profile of MAPK phosphor-
ylation experimentally measured in the dendrite cannot be
explained by diffusion, but requires distributed dendritic stimula-
tion. Unlike the present study, neither of these models investigated
the role of subcellular location of signaling proteins. Furthermore,
the inclusion of spines in our model necessitates a stochastic
simulation technique, because the number of molecules in the spine
head is small, and inaccurately represented using concentration.
Spatial, stochastic simulations were critical to the results
presented. In particular, the simulations revealed that GluR1
phosphorylation on Ser845 exhibits large fluctuations, both within
trials, and between trials. In general, the stochastic fluctuations were
largerelative tothe meanwhenthenumberofmoleculeswaslow,as
compared to molecules which had a high concentration. Thus, the
fluctuations in GluR1 phosphorylation on Ser845 and PKA activity
were greater than the fluctuations in phospho-inhibitor 1. The large
within trial variation also lead to a variation between trials: in some
trials GluR1 phosphorylation on Ser845 increased, and in some
trials it decreased. The average over multiple trials reduced the
stochastic variation, and better represented the results that would
obtain when measuring hundreds of synapses using field potentials.
Figure 7. Spine neck length modulates amplitude of colocali-
zation effect. Longer spine neck length leads to an increase in
cAMP(A), which is accompanied by larger phosphorylation of inhibitor-1
(B), and greater quantity of free PKA catalytic subunit (C).
doi:10.1371/journal.pcbi.1002084.g007
PKA Activity Depends on Subcellular Location
PLoS Computational Biology | www.ploscompbiol.org 9 June 2011 | Volume 7 | Issue 6 | e1002084The variability in individual trials may correspond to the variability
observed in experiments when measuring few synapses [45].
Because LTP involves spatially-restricted biochemical reactions,
spatial modeling was required to investigate the effect of molecule
anchoring on enzyme activation. The locally high calcium
concentration in the spine was due to the diffusional barrier of the
spine neck coupled with strong inactivation mechanisms. Diffusion
was required for interaction between the catalytic subunit of PKA
and inhibitor-1, and, in some cases, cAMP activation of PKA.
Though diffusion coefficients are difficult to determine precisely
(range for cAMP of 100–700 mm
2/sec in vitro) due to the difficulty
of measurements in vivo, we demonstrated that out simulation
results are robust to variations of the diffusion coefficients.
Evidence suggests that anchoring of several other molecules is
important for synaptic plasticity. Anchoring of calcineurin by
AKAP5 plays a role in LTD [13]. Calcium-calmodulin
dependent protein kinase II (CaMKII) anchors to PSD95 and
either the NMDA receptor or voltage-gated calcium channels
[46] depending on its state. Some experiments suggest that
anchored, phosphorylated CaMKII is not accessible to dephos-
phorylation by protein phosphatase 1 [47]. Though this effect
might play an important role in maintaining GluR1 phosphor-
ylation on Ser 831 and controlling AMPA receptor cycling, the
role of CaMKII anchoring is beyond the scope of the present
research. Nonetheless, the technique and software used to
investigate PKA anchoring could be applied to investigate
CaMKII anchoring.
Additional evidence suggests that PKA is critical for synaptic
tagging [4,48], which provides the synaptic specificity important
for information processing. The synaptic tag theory proposes that
plasticity related proteins required for long-lasting forms of LTP
can only be captured and utilized at synapses that have been
tagged by previous activity [49]. Our results suggest that PKA
anchored with adenylyl cyclase in the spine would preferentially
phosphorylate tag proteins in the spine, not just GluR1. Therefore,
our study of the effects of PKA spatial location on PKA activity
may provide additional insights about synaptic tagging and
synaptic specificity. Future simulations will explore how anchoring
influences PKA phosphorylation of other substrates in other
compartments, such as CREB in the nucleus, needed for
production of plasticity related proteins.
Figure 8. Evaluating the role of Ht31 on synaptic plasticity. (A)
Ht31 disruption of PKA anchoring decreases PKA activity and
phosphorylation of downstream targets in the model. The decrease in
PKA activity (PKA catalytic subunit, quantity of phospho-inhibitor-1, or
fraction of phospho-GluR1-S845) is quantified as ratio of those values
when PKA is diffusely distributed versus colocalized with adenylyl
cyclase in the spine head. (B) Experimental test of model prediction.
Long-lasting synaptic potentiation is induced using forskolin (50 mM),
which is delivered for 15 minutes after 20 minute baseline recording.
(B1) Forskolin-induced synaptic potentiation is impaired in mice
expressing Ht31. The maintenance of synaptic potentiation is impaired
2 hours after the drug treatment in Ht31 (squares) compared with
wildtype (triangles) (p=0.012). (B2) The impairment in forskolin induced
potentiation is rescued in the presence of IBMX, which inhibits
phosphodiesterases. There is no difference in fEPSP between Ht31
and wildtype animals 2 hours after drug treatment (p=0.65). (C)
Forskolin-induced S845 phosphorylation is impaired in mice expressing
Ht31. Representative blots for S845 and GluR1 are shown at the top.
The bottom graph shows the mean quantity of phosphorylated S845 on
GluR1, normalized by dividing by the total GluR1 levels. Ht31 expression
did not affect basal S845 phosphorylation (p=0.79, N=10 per
genotype). In contrast, forskolin induced S845 phosphorylation was
reduced in mice expressing Ht31 (p=0.03, N=10 per genotype).
doi:10.1371/journal.pcbi.1002084.g008
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spines are toward the back; not all spines are illustrated. The concentration is highest in the stimulated and adjacent spines. (B) Concentration of cAMP
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Ethics statement
All research with animals was consistent with NIH guidelines
and approved by the IACUC at the University of Pennsylvania.
Modeling-signaling pathways
The multi-compartment, computational model (Figure 1A),
consists of signaling pathways known to underlie synaptic plasticity
in hippocampal CA1 pyramidal neurons. Calcium influx through
the NMDA receptor leads to calcium-calmodulin activation of
adenylyl cyclase types 1 and 8 [50], phosphodiesterase type 1B,
protein phosphatase 2B (PP2B or calcineurin) [51] and CaMKII
[52]. In addition to autophosphorylation, CaMKII can phosphor-
ylate AMPA receptor GluR1 S831 [53], and is itself dephosphor-
ylated by protein phosphatase 1. Dopamine binds to the Gas
coupled D1/D5 type receptors [54], which are expressed in CA1
[55]. Gas synergistically activates adenylyl cyclase [56], which
produces cAMP. After binding 4 molecules of cAMP, the two
catalytic subunits (PKAc) dissociate from the regulatory subunit
dimer (PKAr) and become active [57]. Targets of PKA include
inhibitor-1, AMPA receptor GluR1 S845 [58], and phosphodies-
terase types 4B and 4D [59]. Phosphorylated inhibitor-1 binds to
and inhibits protein phosphatase 1 (PP1) [24], thereby decreasing
both CaMKII and GluR1 dephosphorylation.
Because calcium is crucial for activation of adenylyl cyclase,
calcium dynamics were adjusted to emulate experimental
observations [7,60,61]. Calbindin and two submembrane calcium
pumps were included to approximate calcium dynamics in the
neuron [28,62–65]. One pump had an affinity similar to the
PMCA, the other pump had a lower affinity, similar to the NCX.
Molecules were either diffusible, non-diffusible that were evenly
distributed, or non-diffusible that were anchored to specific
regions. The diffusible molecules included cAMP, ATP, all forms
of calmodulin, CaMKII, inhibitor-1 and the catalytic subunit of
PKA. The anchored molecules included the dopamine D1
receptor, G protein, adenylyl cyclase, PKA, phosphodiesterases
and AMPA receptors. Because G proteins have limited mobility in
the membrane [66], they were colocalized with both the receptor
and the adenylyl cyclase for all simulations, as suggested
experimentally [19]. To simulated anchoring, the diffusion
coefficient of anchored molecules was set to 0. The molecules
were anchored in specific regions by initializing the concentration
to zero in all but the anchored regions in this morphology. To
specifically evaluate which function of PKA anchoring was more
important (near the source of cAMP or near target proteins), D1R,
G proteins, adenylyl cyclase, and PKA were anchored either in the
spine head, or in a focal dendritic region which had a volume that
produced a local concentration equal to that when D1R, G
proteins and adenylyl cyclase were located in the spine head.
A set of chemical reactions (Tables 1–4), with concentrations of
chemical species as variables, were constructed to implement these
pathways in the model as illustrated in Figure 1A. Rate constants
used in this model were obtained from the biochemical literature.
Initial concentrations are provided in Table 5. In addition, the
diffusional movements of molecules depended not only on the
morphology, but also the diffusion constants, which are summa-
rized in Table 6.
Modeling-morphology
The multi-compartment morphology (as default) included a
5 mm long segment of dendrite (0.6 mm wide by 0.4 mm depth)
with a single spine. The spine consisted of spine head (0.6 mm
diameter), neck (0.2 mm diameter and 0.3 mm long) and post-
synaptic density (PSD; Figure 1B) [6]. The approximation of a
cylindrical dendrite as a rectangular cuboid captured the essential
axial and radial diffusion of molecules, as well as the correct
surface to volume ratio.
The morphology was subdivided into multiple compartments in
order to simulate the reactions and diffusion mesoscopially. The
dendrite was subdivided into 200 subvolumes of dimension
0.1260.12560.4 mm
3, allowing 2-dimensional diffusion The spine
was subdivided into 0.1 mm cylindrical or conical slices, yielding 3
spine neck subvolumes, 2 spine head subvolumes and 1 PSD
subvolume, permitting 1-dimensional diffusion. One layer of
dendritic subvolumes on either edge of the dendrite was
considered to be the submembrane region. The 0.12 mm width
submembrane region with 0.36 mm width cytosol gave the same
ratio of submembrane to cytosol volume as a cylinder with
0.07 mm width submembrane region. For simulations of the
20 mm long dendrite with 11 spines, all molecules were anchored
in the spine head; thus the dendrite was subdivided into 300
subvolumes of dimension 0.260.260.4 mm
3 and two spines
located at one end of the dendrite were stimulated. Empirically,
these subvolume sizes were both large enough to meet the well-
stirred criterion [67] and smaller than the length scale of observed
concentration gradients.
Modeling-stimulation
Stimulation for long-lasting LTP induction consisted of four
1 sec trains of 100 Hz stimulation. Each stimulation pulse
consisted of a 0.7 msec influx of calcium (62.5 molecules/msec)
which accumulated during the train to approach a plateau [20].
Calcium influx occurred at two places in the model (Figure 1B):
one was the PSD region and the other was the dendrite. These two
areas represent influx through NMDA receptor channels [8,68] in
the spine, and voltage dependent calcium channels in the spine
and dendrite [69]. An 80 sec inter-train interval was used because
this interval produces PKA-dependent LTP experimentally [16].
In addition to the calcium influx, each 100 Hz train is
accompanied by a 1 sec, ,1 uM increase in dopamine [70] (0.8
molecules/msec), which binds to the Gas coupled dopamine
receptors.
Modeling-numerical methods
We used a computationally efficient, Monte Carlo (stochastic)
reaction-diffusion algorithm, called NeuroRD [15], for modeling
these signaling pathways. The stochastic algorithm was required
because many of the molecular populations were small; thus, the
assumption of continuous concentration of molecules was
incorrect. NeuroRD was used because the large numbers of
molecules in the morphology described (Figure 1B, Table 5) made
and phospho-inhibitor versus time and space. The y-axis has been flipped, with 0 mm at the top to enhance correspondence with (A). Concentration is
indicated by scale bar on the right. (B1) shows that cAMP exhibits spatial specificity. Arrows from traces in A1 to y-axis of B1 demonstrates spatial
correspondence. (B2) shows that phospho-inhibitor-1 does not exhibit spatial specificity at this scale. (C) Time slices shortly after the stimulation at 10 s,
90 s and 170 s plotted against distance from the stimulated end of the dendrite. (C1) cAMP concentration exhibits spatial specificity, and does not
increase with subsequent trains. (C2) Phospho-inhibitor-1 increases with subsequent trains, but does not exhibit spatial specificity.
doi:10.1371/journal.pcbi.1002084.g009
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computationally prohibitive. The NeuroRD algorithm integrates
the tau-leap stochastic reaction algorithm of Gillespie [71] with a
computationally-efficient, stochastic diffusion algorithm [72] that,
similar to tau-leap, allows multiple diffusion events at each time
step. The leaping approach maintains accuracy while dramatically
reducing the number of time-steps required for a simulation [73]
as compared to spatial extensions of the Gillespie exact stochastic
simulation algorithm [74]. Even with this accelerated algorithm,
the 600 sec of simulation time (using a time step of 5 msec)
required ,4 days for the 5 mm long dendrite and ,8 days for the
20 mm long dendrite. Both the simulation software and the files
used for the model simulations are freely available from modelDB
(http://senselab.med.yale.edu/ModelDB/) and the authors web-
site (http://krasnow.gmu.edu/CENlab/).
Experiments
We used 3–5 months old Ht31(1) mice which express Ht31
peptide in the hippocampus [5] and wildtype littermates to
verify modeling predictions. All experiments were conducted
according to National Institutes of Health guidelines for animal
care and use and were approved by the Institutional Animal
Care and Use Committee of the University of Pennsylvania.
Mice were sacrificed by cervical dislocation and hippocampi
were quickly collected in ice cold, oxygenated artificial
cerebrospinal fluid (aCSF) containing 124 mM NaCl, 4.4 mM
KCl, 1.3 mM MgSO4,1 m MN a P O 4,2 6 . 2 m MN a H C O 3,
2.5 mM CaCl2 and 10 mM D-glucose bubbled with 95% O2/
5% CO2. Transverse hippocampal slices (400 mm) were made
by McIIwain tissue chopper and placed in an interface
recording chamber at 28uC (Fine Science Tools, Foster City,
Table 1. Reactions and rate constants related to cAMP signaling.






DaR+Gabc=DaRGabcRDaRGbc+GaGTP 6.0E-04 0.001 20
Gabc+R=GabcR 6.0E-05 3.00E-04






AC1GaGTP_CaMCa4+ATP=AC1GaGTP_CaMCa4_ATPRAC1GaGTP_CaMCa4+cAMP 0.01 2273 28.42
AC1+CaMCa4=AC1CaMCa4 0.006 0.9
AC1CaMCa4+ATP=AC1CaMCa4_ATPRAC1CaMCa4+cAMP 0.01 2273 2.843
AC8+CaMCa4=AC8CaMCa4 0.00125 1






PDE1CaMCa4+cAMP=PDE1CaMCa4cAMPRPDE1CaMCa4+AMP 0.0046 44 11
AMPRATP 10
PDE4B+cAMP=PDE4BcAMPRPDE4B+AMP 0.03038 77.78 19.44
PKAc+PDE4B=PKAcPDE4BRPKAc+pPDE4B 0.00428 5.6 1.25
pPDE4BRPDE4B 0.25
pPDE4B+cAMP=pPDE4BcAMPRpPDE4B+AMP 0.03038 77.78 38.89
PDE4BcAMP+PKAc=PKAcPDE4BcAMPRpPDE4BcAMP+PKAc 0.00428 5.6 1.25
PDE4D+cAMP=PDE4DcAMPRPDE4D+AMP 0.01296 60.14 15.03
PKAc+PDE4D=PKAcPDE4DRPKAc+pPDE4D 0.00428 5.6 1.25
pPDE4BDRPDE4D 0.25
pPDE4D+cAMP=pPDE4DcAMPRpPDE4D+AMP 0.01296 60.14 30.06
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pCaMKII+PP1=pCaMKIIPP1RPP1+CaMKII 6.00E-07 0.34 0.086
pCaMKIICaMCa4+PP1=pCaMKIICaMCa4PP1RPP1+CaMKIICaMCa4 6.00E-07 0.34 0.086
I1+PKAc=I1PKAcRIp35+PKAc 0.0014 5.6 1.4
I1+PKAcAMP4=I1PKA cAMP4 1.40E-04 5.6
I1PKA cAMP4=R2C_ cAMP4+PKAcI1 0.38 0.016
Ip35+PP1=Ip35PP1 0.001 0.0011
Ip35+PP2B=Ip35PP2BRI1+PP2B 0.00233 11.2 2.8
Ip35PP1+PP2B=Ip35PP1PP2BRI1+PP1PP2B 0.00233 11.2 2.8
PP1PP2BRPP1+PP2B 1.5
doi:10.1371/journal.pcbi.1002084.t002
Table 3. Reactions and rate constants of AMPA receptor pathway.





GluR1+PKAc=GluR12PKAc .RpS845GluR1+PKAc 0.00402 24 6
PKAcAMP4+GluR1=GluR12PKAcAMP4 4.02E-04 24
GluR12PKAcAMP4=R2C_cAMP4+GluR12PKAc 0.38 0.016
GluR1+CaMKIICaMCa4=GluR12CaMKIICaMCa4RpS831GluR1+CaMKIICaMCa4 2.224E-05 1.6 0.4
GluR1+pCaMKIICaMCa4=GluR12pCaMKIICaMCa4RpS831GluR1+pCaMKIICaMCa4 2.780E-05 2 0.5
GluR1+pCaMKII=GluR12pCaMKIIRpS831GluR1+pCaMKII 2.224E-05 1.6 0.4
pS845GluR1+CaMKIICaMCa4=pS845GluR12CaMKIICaMCa4RpS845pS831GluR1+CaMKIICaMCa4 2.224E-05 1.6 0.4
pS845GluR1+pCaMKIICaMCa4=pS845GluR12pCaMKIICaMCa4RpS845pS831GluR1+pCaMKIICaMCa4 2.780E-05 2 0.5
pS845GluR1+pCaMKII=pS845GluR12pCaMKIIRpS845pS831GluR1+pCaMKII 2.224E-05 1.6 0.4
pS831GluR1+PKAc=pS831GluR12PKAcRpS845pS831GluR1+PKAc 0.004 24 6
PKAcAMP4+pS831GluR1=pS831GluR12PKAcAMP4 4.02E-04 24
pS831GluR12PKAcAMP4=R2C_cAMP4+pS831GluR1-PKAc 0.38 0.016
pS845GluR1+PP1=pS845GluR12PP1RGluR1+PP1 8.700E-04 0.68 0.17
pS845pS831GluR1+PP1=pS845pS831GluR12PP1RpS831GluR1+PP1 8.750E-04 1.4 0.35
pS831GluR1+PP1=pS831GluR12PP1RGluR1+PP1 8.750E-04 1.4 0.35
pS845GluR1+PP2BCaMCa4=pS845GluR12PP2BRGluR1+PP2BCaMCa4 0.00201 8 2
doi:10.1371/journal.pcbi.1002084.t003
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(pH 7.4) constantly perfused over slices at 1 ml/min. A bipolar
nichrome stimulating electrode (0.5 mm; AM Systems, Carls-
borg, WA) was positioned in stratum radiatum of area CA1. A
glass micropipette (AM Systems, Carlsborg, WA) filled with
aCSF with a resistance of 2–5 MV was placed next to the
stimulating electrode to record field EPSPs (fEPSPs). Data were
acquired using Clampex 9.2 and a Digidata 1322 A/D
converter (Axon Instruments, Molecular Devices, Union City,
C A )a t2 0K H za n dl o wp a s sf i l t e r e da t2K H zw i t ha4 - p o l e
Bessel filter. Maximum 30 V stimulation was given to the
stimulating electrode and slices that have maximum amplitude
responses of more than 5 mV were used. The stimulus strength
was set to elicit 40% of the maximum fEPSP amplitude. An
adenylyl cyclase activator forskolin (Molecular grade FSK,
Sigma) was prepared as a 50 mM solution and applied to slices
for 15 minutes to induce chemical LTP as described before [29]
and LTP was recorded for 3 hours. Synaptic strength was
measured by the initial slope of fEPSP. The first 20 minute
baseline values were averaged and the average was used to
normalize each initial fEPSP slope.
For measurements of GluR1 phosphorylation, directly after
forskolin or vehicle treatment, mouse hippocampal slices were flash
frozen and stored at 280uC. Slices were lysed in buffer containing
50 mM Tris, pH 9; 1% Sodium deoxycholate, 50 mM sodium
fluoride, 20 mM EDTA, 40 mM b-glycerophosphate, and 1:100
dilutions of protease and phosphatase inhibitors. After adding
NuPAGE LDS Sample Buffer (Invitrogen), 20 mg of protein was
resolved using NuPAGE 4–12% Bis-Tris gels and NuPAGE MOPS
Running Buffer (Invitrogen) for 2 hrs at 120 V. The separated
proteins were transferred to PVDF membranes (Invitrogen) at
30 mA over night at 4uC. After blocking with 5% milk in Tris-
buffered saline containing 0.1% (v/v) Tween-20 (TBST) for 1 hr
with gentle shaking, membranes were incubated with antibodies
directed specifically against beta-tubulin (Sigma, 1:10,000, mouse)
and phospho-S845 (Millipore, 1:1,000, rabbit) over night at 4uC.
The membranes were washed 3 times for 10 minutes in TBST.
Horseradish peroxidase (HRP)-conjugated anti-rabbit or anti-
mouse (Santa Cruz Biotechnology) were added 1:1,000 in 5% milk
in TBST and incubated for 2 hrs at 4uC. The membranes were
washed as previously described, then incubated with Amersham
ECL Western Blotting Detection Regents (GE Healthcare) for one
minute. Excess ECL substrate was blotted away and the signal was
detected on film (Kodak BioMax) for several time points ranging
Table 4. Reactions and rate constants of calcium dynamics
and dopamine (L).





Ca+pmca=pmcaCaRpmca+Ca_ext 0.05 7 3.5





To compensate for the inability to implement the known voltage dependent
control of calcium dynamics that was beyond the scope of the present research,
an irreversible calcium buffer (CaB) was injected after calcium influx ceased for
the sole purpose of returning calcium concentration to resting level with a time
course similar to experiments.
doi:10.1371/journal.pcbi.1002084.t004
Table 5. Initial concentrations of molecule species in the
simulation.
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stripped using 10 mL Restore Western Blot Stripping Buffer
(Thermo Scientific) for 20 minutes at room temperature. The
membranes were washed 3 times for 10 minutes in TBST and
blocked with 5% milk in TBST for 1 hr. The membranes were then
incubated with total GluR1 antibody (Millipore, 1:1000, mouse)
over night at 4uC. Membranes were incubated with HRP-
conjugated anti-mouse, incubated with ECL and developed
following the procedure as described above. Densitometry was
performed using mean gray values on ImageJ software.
Statistical analysis
The model simulations and the role of anchoring were evaluated
from the total quantity (representing both amplitude and duration
of the elevation) of the enzymes PKA catalytic subunit, phospho-
diesterase type 4B, and phosphodiesterase type 4D, and the mean
quantity of phosphorylated inhibitor-1, and GluR1 phosphorylated
on Ser845. Simulations were repeated due to stochastic variability,
and the procedure General Linear Models (SAS) was employed for
statistical analysis of the simulation results. In order to protect
against an elevated type I error due to multiple comparisons, post-
hoc tests used planned comparisons only. The effect of PKA
anchoring disruption by Ht31 peptide in FSK induced chemical
LTP was analyzed using the last 20 minutes of the experimental
recordings. The two-sided t-test procedure was used, including tests
for equality of variance, separately for the IBMX condition and for
the no IBMX condition. Western blots were analyzed by first
calculating the quantity of GluR1 phoshorylation on S845 relative
to total GluR1, and then using the procedure General Linear
Models (SAS) followed by planned contrasts. For both experiments
and model simulations, data were first tested for normality using the
procedure univariate (SAS), and P.0.05 was considered not
significant. Both the bar graphs summarizing model simulations
and the fEPSP versus time traces display mean and S.E.M.
Supporting Information
Figure S1 Robustness of results to parameters (A) Variations in
diffusion constant. (A1) cAMP concentration is greater when adenylyl
cyclase is anchored in the spine (red and pink traces), than when it is
anchored in the dendrite (blue and green traces). DcAMP=172.8 mm
2/
sec. (A2) PKA activity is greater when adenylyl cyclase and PKA are
colocalized in the spine, similar to default cases. (B) Robustness to rate
for dephosphorylation of GluR1 Ser845 by PP1. Colocalization of
adenylyl cyclase with PKA still produces the greatest PKA activity (B1)
and GluR1 phosphorylation on Ser845 (B2).
(JPG)
Table 6. Diffusion constants for diffusible molecules in the
model.




















Note: Molecules not listed above do not diffuse; their diffusion constants are
zero.
doi:10.1371/journal.pcbi.1002084.t006


































Molecules not listed have initial concentrations of 0. A single molecule
produces a concentration of 28 nM in the dendrite subvolumes of the single
spine morphology; thus molecule concentrations less than 28 nM indicate that
some subvolumes contained a single molecule and some did not, to produce
the indicated concentration averaged over the entire morphology. General
cytosol means that molecules populated the entire morphology.
*Molecules initialized in the dendrite submembrane are specified in picoMoles
per mm
2 (picoSD).
#Molecules initialized in the spine cytosol were excluded from the PSD, except
for PKA species.
&Only one of these concentrations applied, depending on whether molecules
were anchored in the spine, or in the dendrite.
doi:10.1371/journal.pcbi.1002084.t005
Table 5. Cont.
PKA Activity Depends on Subcellular Location
PLoS Computational Biology | www.ploscompbiol.org 16 June 2011 | Volume 7 | Issue 6 | e1002084Author Contributions
Conceived and designed the experiments: MK TA KTB. Performed the
experiments: MK AJP RH AC LAG RFO. Analyzed the data: MK AJP
RH AC LAG RFO TA KTB. Wrote the paper: MK AJP RH TA LAG
KTB.
References
1. Citri A, Malenka RC (2008) Synaptic plasticity: multiple forms, functions, and
mechanisms. Neuropsychopharmacol 33: 18–41.
2. Harvey CD, Yasuda R, Zhong H, Svoboda K (2008) The spread of ras activity
triggered by activation of a single dendritic spine. Science 321: 136–140.
3. Zaccolo M (2006) Phosphodiesterases and compartmentalized cAMP signalling
in the heart. Eur J Cell Biol .85: 693–697.
4. Huang T, McDonough CB, Abel T (2006) Compartmentalized PKA signaling
events are required for synaptic tagging and capture during hippocampal late-
phase long-term potentiation. Eur J Cell Biol 85: 635–642.
5. Nie T, McDonough CB, Huang T, Nguyen PV, Abel T (2007) Genetic
disruption of protein kinase A anchoring reveals a role for compartmentalized
kinase signaling in theta-burst long-term potentiation and spatial memory.
J Neurosci 27: 10278–10288.
6. Harris KM, Stevens JK (1989) Dendritic spines of CA1 pryramidal cells in the
rat hippocampus: serial electron microscopy with reference to their biophysical
characteristics. J Neurosci 9: 2982–2997.
7. Majewska A, Brown E, Ross J, Yuste R (2000) Mechanisms of calcium decay
kinetics in hippocampal spines: role of spine calcium pumps and calcium
diffusion through the spine neck in biochemical compartmentalization.
J Neurosci 20: 1722–1734.
8. Sabatini BL, Oertner TG, Svoboda K (2002) The life cycle of Ca(2+) ions in
dendritic spines. Neuron 33: 439–452.
9. Frey U, Huang YY, Kandel ER (1993) Effects of cAMP simulate a late stage of
LTP in hippocampal CA1 neurons. Science 260: 1661–1664.
10. Wong W, Scott JD (2004) AKAP signalling complexes: focal points in space and
time. Nat Rev Mol Cell Biol 5: 959–970.
11. Carr DW, Stofko-Hahn RE, Fraser ID, Cone RD, Scott JD (1992) Localization
of the cAMP-dependent protein kinase to the postsynaptic densities by A-kinase
anchoring proteins. Characterization of AKAP 79. J Biol Chem 267:
16816–16823.
12. Dessauer CW (2009) Adenylyl cyclase–A-kinase anchoring protein complexes:
the next dimension in cAMP signaling. Mol Pharmacol 76: 935–941.
13. Dell’Acqua ML, Smith KE, Gorski JA, Horne EA, Gibson ES, et al. (2006)
Regulation of neuronal PKA signaling through AKAP targeting dynamics.
Eur J Cell Biol 85: 627–633.
14. Cooper DM (2005) Compartmentalization of adenylate cyclase and cAMP
signalling. Biochem Soc Trans 33: 1319–1322.
15. Oliveira RO, Terrin A, Di Benedetto G, Cannon RC, Koh W, et al. (2010) The
role of type 4 phosphodiesterases in generating microdomains of cAMP: large
scale stochastic simulations. PLoS One 5: e11725.
16. Kim M, Huang T, Abel T, Blackwell KT (2010) Temporal sensitivity of protein
kinase a activation in late-phase long term potentiation. PLoS Comput Biol 6:
e1000691.
17. Huang Q, Zhou D, Chase K, Gusella JF, Aronin N, et al. (1992)
Immunohistochemical localization of the D1 dopamine receptor in rat brain
reveals its axonal transport, pre- and postsynaptic localization, and prevalence in
the basal ganglia, limbic system, and thalamic reticular nucleus. Proc Natl Acad
Sci U S A 89: 11988–11992.
18. Efendiev R, Samelson BK, Nguyen BT, Phatarpekar PV, Baameur F, et al.
(2010) AKAP79 interacts with multiple adenylyl cyclase (AC) isoforms and
scaffolds AC5 and 26 to alpha-amino-3-hydroxyl-5-methyl-4-isoxazole-propio-
nate (AMPA) receptors. J Biol Chem 285: 14450–14458.
19. Balijepalli RC, Foell JD, Hall DD, Hell JW, Kamp TJ (2006) Localization of
cardiac L-type Ca(2+) channels to a caveolar macromolecular signaling complex
is required for beta(2)-adrenergic regulation. Proc Natl Acad Sci U S A 103:
7500–7505.
20. Scheuss V, Yasuda R, Sobczyk A, Svoboda K (2006) Nonlinear [Ca2+] signaling
in dendrites and spines caused by activity-dependent depression of Ca2+
extrusion. J Neurosci 26: 8183–8194.
21. Tunquist BJ, Hoshi N, Guire ES, Zhang F, Mullendorff K, et al. (2008) Loss of
AKAP150 perturbs distinct neuronal processes in mice. Proc Natl Acad Sci U S A
105: 12557–12562.
22. Piggott LA, Bauman AL, Scott JD, Dessauer CW (2008) The A-kinase
anchoring protein Yotiao binds and regulates adenylyl cyclase in brain. Proc
Natl Acad Sci U S A 105: 13835–13840.
23. Zhong H, Sia GM, Sato TR, Gray NW, Mao T, et al. (2009) Subcellular
dynamics of type II PKA in neurons. Neuron 62: 363–374.
24. Blitzer RD, Connor JH, Brown GP, Wong T, Shenolikar S, et al. (1998) Gating
of CaMKII by cAMP-regulated protein phosphatase activity during LTP.
Science 280: 1940–1942.
25. Banke TG, Bowie D, Lee H, Huganir RL, Schousboe A, et al. (2000) Control of
GluR1 AMPA receptor function by cAMP-dependent protein kinase. J Neurosci
20: 89–102.
26. Lee HK, Takamiya K, He K, Song L, Huganir RL (2010) Specific roles of
AMPA receptor subunit GluR1 (GluA1) phosphorylation sites in regulating
synaptic plasticity in the CA1 region of hippocampus. J Neurophysiol 103:
479–489.
27. Kim SA, Heinze KG, Waxham MN, Schwille P (2004) Intracellular calmodulin
availability accessed with two-photon cross-correlation. Proc Natl Acad Sci U S A
101: 105–110.
28. Noguchi J, Matsuzaki M, Ellis-Davies GC, Kasai H (2005) Spine-neck geometry
determines NMDA receptor-dependent Ca2+ signaling in dendrites. Neuron 46:
609–622.
29. Vecsey CG, Baillie GS, Jaganath D, Havekes R, Daniels A, et al. (2009) Sleep
deprivation impairs cAMP signalling in the hippocampus. Nature 461:
1122–1125.
30. Vincent P, Gervasi N, Zhang J (2008) Real-time monitoring of cyclic nucleotide
signaling in neurons using genetically encoded FRET probes. Brain Cell Biol 36:
3–17.
31. Terrin A, Di Benedetto G, Pertegato V, Cheung YF, Baillie G, et al. (2006)
PGE(1) stimulation of HEK293 cells generates multiple contiguous domains with
different [cAMP]: role of compartmentalized phosphodiesterases. J Cell Biol
175: 441–451.
32. Baillie GS, Scott JD, Houslay MD (2005) Compartmentalisation of phospho-
diesterases and protein kinase A: opposites attract. FEBS Lett 579: 3264–3270.
33. Tostevin F, ten Wolde PR, Howard M (2007) Fundamental limits to position
determination by concentration gradients. PLoS Comput Biol 3: e78.
34. Kholodenko BN (2009) Spatially distributed cell signalling. FEBS Lett 583:
4006–4012.
35. Neves SR, Tsokas P, Sarkar A, Grace EA, Rangamani P, et al. (2008) Cell shape
and negative links in regulatory motifs together control spatial information flow
in signaling networks. Cell 133: 666–680.
36. Weisenhaus M, Allen ML, Yang L, Lu Y, Nichols CB, et al. (2010) Mutations in
AKAP5 disrupt dendritic signaling complexes and lead to electrophysiological
and behavioral phenotypes in mice. PLoS One 5: e10325.
37. Lee HK, Barbarosie M, Kameyama K, Bear MF, Huganir RL (2000)
Regulation of distinct AMPA receptor phosphorylation sites during bidirectional
synaptic plasticity. Nature 405: 955–959.
38. Esteban JA, Shi SH, Wilson C, Nuriya M, Huganir RL, et al. (2003) PKA
phosphorylation of AMPA receptor subunits controls synaptic trafficking
underlying plasticity. Nat Neurosci 6: 136–143.
39. Kaeser PS, Kwon HB, Blundell J, Chevaleyre V, Morishita W, et al. (2008)
RIM1alpha phosphorylation at serine-413 by protein kinase A is not required for
presynaptic long-term plasticity or learning. Proc Natl Acad Sci U S A 105:
14680–14685.
40. Pelkey KA, Topolnik L, Yuan XQ, Lacaille JC, McBain CJ (2008) State-
dependent cAMP sensitivity of presynaptic function underlies metaplasticity in a
hippocampal feedforward inhibitory circuit. Neuron 60: 980–987.
41. Bauman AL, Soughayer J, Nguyen BT, Willoughby D, Carnegie GK, et al.
(2006) Dynamic regulation of cAMP synthesis through anchored PKA-adenylyl
cyclase V/VI complexes. Mol Cell 23: 925–931.
42. Nguyen PV, Woo NH (2003) Regulation of hippocampal synaptic plasticity by
cyclic AMP-dependent protein kinases. Prog Neurobiol 71: 401–437.
43. Kotaleski JH, Blackwell KT (2010) Modelling the molecular mechanisms of
synaptic plasticity using systems biology approaches. Nat Rev Neurosci 11:
239–251.
44. Ajay SM, Bhalla US (2007) A propagating ERKII switch forms zones of elevated
dendritic activation correlated with plasticity. HFSP J 1: 49–66.
45. Bagal AA, Kao JP, Tang CM, Thompson SM (2005) Long-term potentiation of
exogenous glutamate responses at single dendritic spines. Proc Natl Acad
Sci U S A 102: 14434–14439.
46. Hudmon A, Schulman H, Kim J, Maltez JM, Tsien RW, et al. (2005) CaMKII
tethers to L-type Ca2+ channels, establishing a local and dedicated integrator of
Ca2+ signals for facilitation. J Cell Biol 171: 537–547.
47. Mullasseril P, Dosemeci A, Lisman JE, Griffith LC (2007) A structural
mechanism for maintaining the ‘on-state’ of the CaMKII memory switch in
the post-synaptic density. J Neurochem 103: 357–364.
48. Young JZ, Isiegas C, Abel T, Nguyen PV (2006) Metaplasticity of the late-phase
of long-term potentiation: a critical role for protein kinase A in synaptic tagging.
Eur J Neurosci 23: 1784–1794.
49. Frey U, Morris RGM (1997) Synaptic tagging and long-term potentiation.
Nature 385: 533–536.
50. Wang H, Storm DR (2003) Calmodulin-regulated adenylyl cyclases: cross-talk
and plasticity in the central nervous system. Mol Pharmacol 63: 463–468.
51. Quintana AR, Wang D, Forbes JE, Waxham MN (2005) Kinetics of calmodulin
binding to calcineurin. Biochem Biophys Res Commun 334: 674–680.
52. De Koninck P, Schulman H (1998) Sensitivity of CaM kinase II to the frequency
of Ca2+ oscillations. Science 279: 227–230.
53. Mammen AL, Kameyama K, Roche KW, Huganir RL (1997) Phosphorylation
of the alpha-amino-3-hydroxy-5-methylisoxazole4-propionic acid receptor
PKA Activity Depends on Subcellular Location
PLoS Computational Biology | www.ploscompbiol.org 17 June 2011 | Volume 7 | Issue 6 | e1002084GluR1 subunit by calcium/calmodulin-dependent kinase II. J Biol Chem 272:
32528–32533.
54. Lemon N, Manahan-Vaughan D (2006) Dopamine D1/D5 receptors gate the
acquisition of novel information through hippocampal long-term potentiation
and long-term depression. J Neurosci 26: 7723–7729.
55. Verney C, Baulac M, Berger B, Alvarez C, Vigny A, et al. (1985) Morphological
evidence for a dopaminergic terminal field in the hippocampal formation of
young and adult rat. Neuroscience 14: 1039–1052.
56. Harrison JK, Hewlett GH, Gnegy ME (1989) Regulation of calmodulin-sensitive
adenylate cyclase by the stimulatory G-protein, Gs. J Biol Chem 264:
15880–15885.
57. Zawadzki KM, Taylor SS (2004) cAMP-dependent protein kinase regulatory
subunit type IIbeta: active site mutations define an isoform-specific network for
allosteric signaling by cAMP. J Biol Chem 279: 7029–7036.
58. Roche KW, O’Brien RJ, Mammen AL, Bernhardt J, Huganir RL (1996)
Characterization of multiple phosphorylation sites on the AMPA receptor
GluR1 subunit. Neuron 16: 1179–1188.
59. MacKenzie SJ, Baillie GS, McPhee I, MacKenzie C, Seamons R, et al. (2002)
Long PDE4 cAMP specific phosphodiesterases are activated by protein kinase A-
mediated phosphorylation of a single serine residue in Upstream Conserved
Region 1 (UCR1). Br J Pharmacol 136: 421–433.
60. Augustine GJ, Santamaria F, Tanaka K (2003) Local calcium signaling in
neurons. Neuron 40: 331–346.
61. Holcman D, Korkotian E, Segal M (2005) Calcium dynamics in dendritic spines,
modeling and experiments. Cell Calcium 37: 467–475.
62. Muller A, Kukley M, Stausberg P, Beck H, Muller W, et al. (2005) Endogenous
Ca2+ buffer concentration and Ca2+ microdomains in hippocampal neurons.
J Neurosci 25: 558–565.
63. Helmchen F, Imoto K, Sakmann B (1996) Ca2+ buffering and action potential-
evoked Ca2+ signaling in dendrites of pyramidal neurons. Biophys J 70:
1069–1081.
64. Markram H, Roth A, Helmchen F (1998) Competitive calcium binding:
implications for dendritic calcium signaling. J Comput Neurosci 5: 331–348.
65. Lorincz A, Rozsa B, Katona G, Vizi ES, Tamas G (2007) Differential
distribution of NCX1 contributes to spine-dendrite compartmentalization in
CA1 pyramidal cells. Proc Natl Acad Sci U S A 104: 1033–1038.
66. Lee TW, Seifert R, Guan X, Kobilka BK (1999) Restricting the mobility of Gs
alpha: impact on receptor and effector coupling. Biochemistry 38: 13801–13809.
67. Isaacson SA (2009) The Reaction-Diffusion Master Equation as an Asymptotic
Approximation of Diffusion to a Small Target. SIAM J Appl Math 70: 77.
68. Yuste R, Majewska A, Cash S, Denk W (1999) Mechanisms of calcium influx
into hippocampal spine: heterogeniety among spines, coincidence detection by
NMDA receptors, and optical quantal analysis. J Neurosci 19: 1976–1987.
69. Mills LR, Niesen CE, So AP, Carlen PL, Spigelman I, et al. (1994) N-type Ca2+
channels are located on somata, dendrites and a subpopulations of dendritic
spines on live hippocampal pyramidal neurons. J Neurosci 14:6815–6824:
6815–6824.
70. Rice ME, Cragg SJ (2004) Nicotine amplifies reward-related dopamine signals in
striatum. Nat Neurosci 7: 583–584.
71. Gillespie DT (2001) Approximating accelerated stochastic simulation of
chemically reacting systems. J Chem Phys 115: 1716–1733.
72. Blackwell KT (2006) An efficient stochastic diffusion algorithm for modeling
second messengers in dendrites and spines. J Neurosci Meth 157: 142–153.
73. Koh W, Blackwell KT (2011) An accelerated algorithm for discrete stochastic
simulation of reaction-diffusion systems using gradient-based diffusion and tau-
leaping. J Chem Phys 134: 154103.
74. Hattne J, Fange D, Elf J (2005) Stochastic reaction-diffusion simulation with
MesoRD. Bioinformatics 21: 2923–2924.
PKA Activity Depends on Subcellular Location
PLoS Computational Biology | www.ploscompbiol.org 18 June 2011 | Volume 7 | Issue 6 | e1002084